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- h77°*^-RNA-CQ ^flctiSHt 5' -*'J =f7 * U*^ K<Z)&S£*T„ 
06(1 ^fttt^yaU-hT^T- (DA-5 i/DA-6 i ) <D-##|j£ (A) 

? A (B) £*T0T&3a U—> 1 . -t'J^ (10 nM) ; l/->2, 

%#t^s«S' -*')=f (in nM) ifMSSS 3* --t'ln* ^200 nM) : l—>2 . 20 
nM CQ#£TT0tt»«§&5' -t'J^ (10 nM) -* l J3 (200 nM)» 

0 7 11 "SIS TAR RNA (ii, DT-l/DT-2) (D-Affi&RZtZtlt CQ K 

&s. u->i. ftfcr«3S5' -:*u=r (io nM) ; u->2. mmmmy -a-u:f 

(10 nM) <h, #fftft3' -xT-'Jn* (200 nM) ; l/->3, 20 nM CQ ??ftTT-cD;^ft|^-i■ 
£SI$5 , -t'J^ (10 nM) t. #«S8 3' -t'Ji (200 nM), 

0 8H ^va 1/- b77?T-DA-5/DA-6 i: Tat EtJ*^7^ F (CQ, RE, CP) 

09 H 3*2 Ulrf-FT yt* (ADHONA) 

$>3 0 ADHONA Cl^^il/- F7 7°*T-DA-9/DA-10 <7)-^«jfi (A) SlK 
ADHONA %flf (B) 

01011 ADHONA <D CQ <7°r K»fttt#tt : CQ K##£T (*tRB) * 

fc«CQ^7>h*#£T (10, 50, 100 pmol) T^ftv^^&^Sr^T 

01 1H Tat-1 ^73=- KSfflV^fc ADHONA <7)|£3l£^-f Tat-1 £fc 
«CQ^7?H##aTT-c7)m7 l ei>^7";i/?^ (**HB) : 10 pmol CQ^7^K#ft 



("■ r: 
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1 2H HeLa&ffitt^&^CcfcS ADHONA iCttT 5fS$5£*T0""efc*. T 
La«ttaJtt#£TT©&3fc'>^:J-;U3££ (1) ; 10 pmol CQ#ffiTT©tt3t*>^ 

1 3(1 5 ' *mZ7)llTV^ >, 3 * DABCYL ^$tf:^fA • 

jU-7flfj£<Z);*- , J:f7 7U:t^KSSDA13(C-A) <2-##f^ 
K777T-RNAT&5 DA13 (C-AJ/DA6 <Z)— #tJ&j§, Rtf DA13 (C-A) t^^fcffi 
JjiMft DA13C ch^^SW^^^r^TUT^^. 

TEU S^OIRO^'J =f ^ 7 1/^-^ H«<0— ^t*jSO<jiS:BI"C*5. lOnM DAI 
3 (C-A) (#SB) ; 10nM DA13 (C-A) + lOOnM DA6 (CQ-) ; lOnM DA13 (C-A) + 100 
nM DA6+ lOOnM CQ^^F (CQ+) ; lOnM DA13 (C-A) + lOOnM DA13C (DA13C). 

01511 Ell 4tmC3kft<D-y->7)l>CQ-* CQ+Rtf DA 13C 
Fluorlmager (Molecular Dynamics) 3 HC^rof 



gB?iJ#^fl : HIV-1 Tat 7>/17StfC;ft-f £77°7^-RNA 

SH^'J#^10 : : Eyal/-h77'5'T-0 5' $1* U 3*7 7 I/;*"? H 
E?IJ##11 :€yaU-h7^7-flD3' <B'J* U =f7 7 l/*^ H 
E^J#^12 i^alz-hT^T-flDS' fil* U 3*7 7 l^*? 1 H 
§E?"J#^1 3 : ^voLlx-byy*-?-^' ■«:* U 3*7 7 l/^}-? H 



WO 01/27263 ' - ' PCT/JP«M1"» 



7^7-053 7<Dg|$#£, TmMtfMS^, Jg^-#£:t 'J ? F 

<0£v*5. r^i/+a7-t'-3>7^7-j tt, «WE5UK:tBliittfc:7n-7 

a * *i -r t, * *> <r> i-f&ih i& t- m & * *i ir \.\ 



WO 01/27263 PCT/JPOO/01969 

^aSfctt^T^KfcMi, WAtfHIV-l Tat &tf7^7 4 0 (D^-<7) 

Wffr. CQ^y^H, RE^y^H*, HIV Rev * >A*K3?#£tf 5ft*. 
HIV iLTHIV-1 SlZ>" HIV-2 *WSBSlCi3^T, Tat-I, TAR- 

1 <hte, -rft-cft HIV-1 <7) Tat (h7>XgttftSf) * WS£«;fttf TAR ( r- 7 
>Zf£mtfo&m®) Tat-2. TAR-2 <h(i, -eft -eft HIV-2 CO Tat ^ >A 

TAR 

2MS9J#5tt5te£, HIV-IOTAR (01+*) J: 0 fc&V^Sft&tfllftttT' H 
IV- 1 Tat *>A^f?lClS£T<5 7y*-7-RNAT at (0l£, §2?iJ#^ 1 ) ££££ 
U HIV #B8-rr<5£JPi&&BK * BfrRtfteSTt *fc#0EllM/&$M;::fct:r* J c 
©jflJffitc^T'bffi^Lfc (Yamamoto, R. , Murakami, K. , Taira. K. Rtf Kumar. 
P.K.R.. Gene Ther. Mo!. Biol. 1. 451-466 (1998), tfFlf 1 1 - 1 2 7 8 6 
4 Cd)7 ^i 7 T — li Tat > >/s'7 iHtC^i LTS^i^fU'i'i (Tat-i C^to K 
d M \t TAR- 1 RNA (59 mer, 0 1+*, iH*iJ#*§ 2 ) «fc 0 t> 100 fgfl£< , Tat-2 5C 
ftT* KdMteTAR-2 RNA (123 mer, HI*. E^J#%3) «fc O <b 40 IfiHSlO £ 
WU 7y^T-0;i/-7 p ^^OE?>J«Tat * W^fHS^aMfcTttfcV* 

7y^^-^-*tSi'^t , J-r*C<h^«TBgT$>*o 
:fiDl^6. *5£93#6ttTat-l ^>A°^Mlc^-r*37^^S^ (Elite 

£ Ut? Kfl&tf 3* -flKffiSTS* U £ Kfl^ft^ftfLf^J&L 
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3'- N » - N " — 5' 

C - G 



N S1 - N 5b 



U 



(1) 



N 

C — G 
U — A 
A — U 
G — C 

N 3 
U 

N 2 ' — N 2b 
G — C 
5' — N 1a — N 1b — 3' 



±E-^*jt (I) T-iSnS*W€'/a^-^7^7-H TAR-1 RNA 
OiiTH^iaiSlt^tfaOjIlKiO HIV-1 Tat * >/^Sl:M UT«^ 

SWlc Tat-1 * CQ m<D Tat-4*^y^ H 
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3' 5' 



G-C 
A-U 
G-C 
C-G 

C-Gu 
C-GC 

u-a (n) 

A-U 
UG-C 

UC-G 
G-C 

A-U 
A-U 
G-C 



5' 3* 

--ft. &HU<7)£rt:#W3lifc^6, HIV-l Tat ^ W^ftfc&^T, RNA&SS&tf 

mm* 37-72 75 SfcO (E3*J#*l4h TAR- 1 RNA (C^gO Tat-1 * 
W^giPl^oa$T^t5 (Weeks, K. M. , Ampe, C. . Schultz, S. C. . St 
eitz, T. A. Rl£ Crothers, D. M. , Scienec 249, 1281-1285 (1990): Calnan. B. 
J., Biancalnan, S. , Hudson. D. Rtf Frankel. A. D. , Genes Dev. 5, 201-210 
(1991)). Z.<DZtfr<b, ^iS^U-hy-JfV-Ot&tl&M^ZnWiT'lZ, ft ft 
^>/\*^Sf £UT Tat-1 ^>^^K*fctt CQ Htf) Tat-S Ik^Zf^ V>T?t 
ofc. Tat-l^^K**©te©^^HtLTRE (ffi*l#^5h Tat-2 

(D^Ffttt, ftfc HIV-l Tat ^W^f^iMtlf^yaU-hT^T-^ffl 
HT#flrl/fc. ^IWvil/- h77^-teTat ^>/^S©#ftTti 



WO 01/27263 

l/i. fot, Tat ?>^?m<Di?{±Rtf&£T:> ; 3.l'- h7 7°*7-&ffl(^T$l 
#5891<0-fflM*<!:LT. ^O^yal/- b 7 7°7T-<?)-;£<7);t 'J 3'7 7 

&ftT3. S^ft^BKS^W^frtt, W*.tfpH7~8 <D V U7A>y 7t-4 3 T\ 

S«tjH:«toTI»St5. H^ffcte, lK»IPTii#ff*5nS i b<7)T»ntfVii" 
m?t>&<. {fc^tt¥^> #KI8jrrS i fe<0TttfcHj&«, 7k' -7 

h U7h7k*-7><i:k'^^><hO#EW^-&$f>JfflT^cD^« 1 ^L^o 



r . 
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ynV%, mz Tat ?>rt2ni£tzlZ^(D\!ftK(D&ft&Zm&?Z>o 
:©XfA • JU-y^^^-^'J-i: LT> TgE<0-#:8tta (III) (Ccfc^T^Sn 

c c 
u c 

A G 
G A 

U • G 
U - A 

c-g (m) 

G - C 
A - U 
A - U 

G A-3* 

C 

5--i 



..I ■ 
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iCM'-l^-^^^-TS ;7i-^7Vl ^IS (DABSYL) ]HO?X>^ 
^v^lz-hTy^^-^-^^^U^'^^l/^^H^^^T^ DA- 13 (C-A) 



H»J 1 

Tat Efajfe^T^K, 7^7-, R^ya l/-h7^7-(D^ 

Tat-1 S*^^ H CQ (37-72 7 = 7 & ; EW#^ 4 ), RE (49-86 7^SS; 
EW*^5). Tat-2S*^y^KCP (66-97 7 * 7 ; E^J#^ 6 ) ttV»m 
TANA Lab. L. C. (Texas, USA) ,£fc¥£fifc*ftl*kfc. 
HUC^bfcT^T-RNATat^-ij^^^^K (77^-RNA. SB« 
#1) 7#^7*n75^ h (Glen Corporation, 7*U#) £fflV>T. R 
NA/DNA^« (Applied Biosys tern tf^ 394) T£fifcbfc&, #589i# 5**12 
ffcbfc&fcl<073i£TItt«if, filKLfc (Yamamoto, R. . Murakami. K. , Taira. K. 
T&rjr Kumar. P.K.R. . fon* TY^r. ^/ 1. 45 1-466 (1998)), 
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KIM (DA-L DA-3, DA-5, DA-7, T-n^nSB^J*^ 7 , 8, 9, Rtf 1 0), 
R^S'-fJlCffl^T^^'Jn'^^U^-^KII (DA-2> DA-4, DA-6. RtfDA-8. ^ 
n^nE9"J#^ 1 1 . 12, 13, Rtfl4) ^^n€tl±IH7y^T-RNA t 

5f F * * — tf T 7 -3 2P-ATP JlalLfc. 



Jgffl 2 

tf)H/7 h77t-f £ffl^T, 5S0)€ya U— F 7 7 * V— <7)£ ftMlC 

RNA#'J=f*£ Vlr^Y^&Z-mMMZ. 9c\zn%Lfz^& (Yamamoto, R. , 
Murakami, K. , Taira. LJkTf Kumar. P. K. R. . &?/ze 7Aer. d/o/. Biol. 1. 451 
-466 (1998)) T, Tat SfcttTat S^O^:^ F, CQ, RE, CP #ffiTT##rLfc. 

fc (0 2). £T£>*i£tC:fc^T, ±B»7^^-RNA©5'-» (DA-1, DA-3, D 
A-5, DA-7, Ztl^nmm&m , 8, 9,M10) £7- 32 P-ATPTfsiS!L£: 0 
10 jtx 1 Tat 7y- (10 mM Tris-HCl, pH7. 8, 70 mM NaCl, 2 mM EDTA, 0. 

01* Nonidet P-40) I 3 , 40 nM ±fli® tRNA 0#fiTT, 5'-*^^^LfcRNA (2 
kcpm) <h 200 nM ®«*LTV*fcV>ffiMfB RNA (DA-HCtt IT DA-2 DA-4, 
DA-3 lCfcrLTDA-4, DA-5 \ZM IX DA-6, DA-7 DA-8) £S£Lfco 

Ctlfc 20 nM CQ^^KISfctt 200 nM Tat * >/^K£iJ0*.»30 T:T1P#M 
tt«Lfc. SJ5I»tt#SStt^U7^'J^7 5 F^U (155!) ±T#*U ^>/^ 

-f-tf-TjS^bfc (BAS2000. 7v7^H. B#). 

3£jil£0 3 KtfT. $m<D*Vz1Z>7l/* : ?\ : $l<D : ?*>4'D. DA-1 /DA-2, DA-3 
/DA-4, DA-5/DA-6, DA-l/DA-4 (0 2 &r>'0 3 4 1 ^tl^tl i, ii, iii, v) tt, Ta 
t^>/^l(200 nM, U-> 4) SfcteTat S^T^F CQ (20 nM, U->3) 
<0#«ETTtt«Via»ttTl«^«:*»BKUfc*^ Tat * »t*»<B##*FT ^ 



(•i 1 <»CT/JP00/01969 

WO 01/27263 

->2) ?tt«S*«»fftL&*ofc. «FlCDA-5/DA-6*'J:f3i*l/*^FttTa 

U Tat £(D?g£{*t2 50%. CQ <t®«£#H 84ST&0 fc (0 

3 iii). 



.A. 

□ 



JS0iJ 1 tienf^ya U- h 77°*T-RNA * U 7 V*?- H DA-l/DA- 
2 (0 2 i) WDA-5/DA-6 (EI 2 iii) t CQ K 
(Kd) CQ nfn 0. 1-12.8 nM. 2-64 nM) fl#£TT'y 

5' RNA (50 pM) DA-1 £fcte DA-5 <h^O*@lf&M RNA £ 10// I Tat 

;^ 77 - + -CiE£U 40 nM tRNA£IM#&tt^3J£LTJD*fCoCQ^7' 
(0.5-64 nM) £inx.. 30^ T 1 Bf IMS t fc. SM«ffl#'J7^ 
«j;P75Ky^ (15%) ±T^l, #*rLfc. TE©»£#S5£*fc B iax Kd 

Y=B max ' X/Kd+X 
Y:1#gWfclS£* B iax :SI*<agjS, X:'J#>K<B»l£ 
Graphpad PRISM V7h (Graphpad Software Inc. 7*'J#) Sffl^T, « 

B4fttf 5K*?"l£**>&W&*>fc<fc5K:. DA-5/DA-6-CQ. DA-l/DA-2-CQ 
£&<D Kd Il«n^n 0. 5 nM£ 400 nMT&D. DA-l/DA-2-CQ Kd fit 

teDA-5/DA-6-CQif£&<2 Kdffi^O 800ft»fl*ofc. IT, D 



ffiOTat ^7"^HlC*3^Tt>l?I«Ofe**^e > n, tyal/-h7^7-« 
Tat ifcttCQ^7"^H0)l?«ETTRNA-*«*ll«l*^» Tat * Hlc 
*fr*a»tt^«ratttt^7t;>77"^T-RNATat (HIS) HEttl"*^** 
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DA-5/DA-6 - CQ $ Kd M \t ^ 7 \L > 7 T -RNA^a t CO Kd f! i: ifi (EJ b T 

tyal/-h7^7-, tt£DA-5/DA-6ttTat ^W^Stfc 
teCQ^7°^ h'(0#«ETTi^37Hf*fl«fi!tt5i:#Ae)n5. 
NATat co Tat *>/X£R|g£lC&gfc*S£3 7H^tt. 4 Jggftfl'v'J y 

? 7^00^ TO 2SS1*^<£^tf— o^A'JI/v^^^O, 

ti^^ot^S. fct, ^7e>77?T-<h^/'aU-b77?T-;tU 
□ 7^U^-^H DA-5/DA-6 <&KjSMEJ&W#0t*>S» RNA »J5fc«l, DA-5 <h DA-6 

<z>PS#<0B# Tat py^zwttmftm Lx^ztm&ztiZo 

ZOZtZftfrtoZfritolZ* DA-5 £ DA-6 CO C Sg£ U ®glCH&Lfc&g# 
(DA-5i/DA-6i(S5^J#^l 5/1 6 ) , DA-5 i tt r - 32 P-ATP X&m Ltz) 

(gi6A)> n«i2 tmm\zbrm^w-m^.m^m^rz 0 cQ^^^^m^rn 

ofclS**BI6B H6B 0)1S*^6W6*^M< . dO^-'J if* ? U^t^ 

K# (DA-5 i /DA-6 i ) ttfi^ftS^fiJETS Z\ tttT^fc^ofc. CCOlS&te. ^7 
e>7^-7-« Tat-l -vCO^iCffiHteWiSS (flIAli. U?38C0 3teC0g^) 
fr\ tyil/- h 7 7^T— DA-5/DA-6 (7) Tat-l MOfe^ Id h figT'fe £ £ t £ 

TAR-1 RNAS^RNA^'JifT^l/^K, DT-l/DT-2 (0 7 A, DT-1 teSE?iJ# 
^1 7) \Z-D^Xh, Mt&ffl 2 LW\&\ZL>X Tat-l ^ >/^SSf:tt CQ K 
<hC0*S££ DA-5/DA-6 chtttfc Lfco CQ H ^Tf?ofcfc**H 7B fc* 
f. H7B©te**^^5^tt<, DT-l/DT-2 teii^JcD* U =f 2 9 V^^Y (D 
T-2) tMJco C^MTToS&f^M'u^-^:. 



( 
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£ lZ$L/v fc'SS 0 ig L IZ J; 0 & l/i $t*n ft £ ^ L , K?'J#-& W (C Ta t ^ > A ? H ^ CQ 

^ltt^>A°^fg£*t-r£ii££#gft 

ynf7-t' H 7^ -f > i: RNA a U *— t* h'^-f>^t^ RNA IS^^ >A£K 
T$>3 HCV NS3 ^W^iS^ftTT^v^l/- h7^T-t'j3'7^l/tf 
K (DA-l/DA-2, DA-3/DA-4. DA-5/DA-6, DA-7/DA-8, DA-l/DA-4) t<Df)l^7 b 

Tat ^>/^I€IW^>/^lit^*^B^^y a i/-h7^7-tU 

mmm? 

hiv-2 Tat ^>A^fgdi©SPnft 

HIV-l &tfHIV-2 ©Tat ^>A^H«. ^coziTM^c (Tat-2 <7)->7>tM > 36 

#bOfiif^^b7-/^T-75UAR-2 RNAct K> & lift] ft T Tat-2 K (CP, 

66~97 7^/&, gS^JS^6) [C|g^T^^<i:^t)^oTi3 0, CKDdi^b- 
:p<7>^>A?St<Z) RNAIS^(D^^^^MLT^^-<i:^^$nrc. HI 8 T\ Tat- 
l ^T^F CQ, RE iit^^)i:5ei^«jg-5^^\ Tat-2 CP fcjMJ^^v 

zlU- h7 7^T-DA-5/DA-6 tf)-fi|g^j5££{£jt Itl^ d £#^2 tl£<, 

n mm 8 

ggjrl (Tat) fcJfmUStmxtUj-^FTvtf 
*WtyaU-h77^?-« Tat ^ >A°^M^<D^W^ >A^K<7)^l±l 

xXhbfeo Z<DMffi^fc#m'&&* ] )zJ?.?U-t^\ i 7v-t'( (analyte-depe 
ndent hybridizing oligonucleotide assay. ADHONA) "Cte, 3' -y)l^U-t>^ 
i) =fs ^7 l/rt^P K (DA-9, E^i|#^ 1 8 ) i 3'-t'^f >^U 3'7^7 Wtf H (D 



WO 01/27263 
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A-10. 19),XhU7>7h'y>n-h LfcT-f£D*-f 7-7° I/- V 

Sffl^fc (H9A&tfB). 

absystensfrfcfflSALfc. 3' -b'*^>fc* U □ 7 7 K DA-10 (5 pmol) £ 
Xhuyb7k*y>^-h IcAtU 50M Tat fe^Ay 7 + T 1 

OftPpl^iSTttStU X hl/7 0 h7k'v>(Clg^^^fem, 200/il TatlS^Ay 
7 7-Ttt»LTte^b&A^fc*'J^5i^U*^HSi5feVi85bfc. 10 Pmo 
\<D 3' -7;U:*l^>DA-9£ Tat-1 Tat ^7*:FK (CQSfcttCP) SStT 

50m 1 Tat ^^A«>77-^SD^, 30T;T30#MttttU *«IC 200/il Tat ^ 

A' 7 7 7 -tSOT L-T*S£ L T ^ 3ft ^ & CO £ P£ H fc. Sift £ 7 JU* □ -f * 
-y7t7-ff- (FluorImager595) tfiflrlf:. 488 nm CO % & "C Sb E t . 530 
nmT-^fflUfc. n > h a-^<h LT, Tat-1 7 >A//RSfctt Tat ^7°^ H<0* 
#SETTlp|«|C0^{^5:fTo fc 

e^B10a»lll:St. 10-100 pmol co CQ ^7*^ KcO#£TT, ^7*6 
»gtt3> hP-;U^H:8UT 500-2500 f&iC±^Ufc (010). Tat-1 
*>A?« (200 pmol) fcfflV^ 10 pmol CQ ^7°^ K t H*(Z>3t3t->^^^**» 
?>nfc (Ell Do 

±E<D&*rt>6 93'&a»ft*a< , «W*>A?HT&* CQ^T"^ K*fctt Tat-1 
^Bjco^e -7 a. I/- h 7 7°^ £^ffl LT^tB ^ n/io 



21160*9 

««.gaiii5«aai^gTtw^tt^jgis 

£6£ffi*IE*J®7-- , J >^*{gji'rs^>A^S^tl^14^** ^ort 
man. D. S. Dreyfuss. G. . £*K0 /. 13. 213-221 (1994) ). fit, ±IBco7 

..,+rxf $. nA-9/DA-lO ^ 8 □L" «; Hp! a fcfrfchf-Kil*! CPrnmPcra 7 *»l t»V 4fl ZL 
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-y hcoRNaseH^J (Mft®. H#) co#£TT|s]$c07 y -t< Zftotz, £ 

*'J 3*7 7 l/^-^ H^-SIS^^^-tir-fv-f ^n^-f ^-^x;KC^^>7i^ (40 
3.-7 HcoRNase R&S3iJ#ftTTV>fico RNase gM^TUS). 

TlC&tto Tat ^>/\^M<7)^ai(C : fojiUTU-5C:i:^*$n^:o 

1 0 

^l^a5-t*-H>7 7^T-£bTCP*i]ffl 

±l2<7)J:^tC, DA-5 £ DA-6 COck ^iT^T-ft^WtU 3'7 7 l/rt^ 1 H CO 
££ftxffi$m#iic0^j££. Tat ££teTat fi*co^7^ h* lc«fc 0 < M 
Ttfcli^b, zn^fiJfflLT, *^0J{Cfc^T, »ITOI/ + J7-f-3 
>77°77-£?iJffl L/c Tat Sfctt-t<0^7"? KOftaSffiSSftf*. 

^^^^^^KE^J^WLT^^T'tiXT-A-^-y^ig^tO, *0 DA-6 

2 0) CO 5' M^\Z^JL>^\--^in[A' -(4'-y/fJh75y 7x3JU7v0 $ 
(DABSYL) ]£, 3' 7^3- Uiz< >£#*T*S£T:3fctf tz 

tk + a7-t'-3>7^7-^ib, £i&L£ (DA13(C-A), 013£). 
£#WJCtt» 7*77tn7Sy-f h (Glen Corporation, 7*D#) £fflV>T, 
RNA/DNA £j«(Appl ied Biosys tem tfJl- 394)T^ U 3*7 7 U^f- K L . 
5'-7)l*U±><\:. 3' -DABSYL itlsfz'&* ym#»K:*3V>T*St£ttfc#fcTlK 

C0DA13(C-A) £ DA-6 <t<BffiffittJ&J££El 1 3*{CtfT. -7j, S5t 

Sfca&lC, DA- 13 (C-A) £5c£lc:ffiiii«fcffi*J£8^ DA-13C (E^J#^2 1) 
7t^7*D75^-f h (Glen Corporation, 7/'J#) RNA/DNA 
fig (Applied Biosys tern ^7%^ 394) T^J&Lfc (13 1 3*). 

t'\y^3.y-'d-3>7 7''^--^m^rz Tat Ufcli Tat ^7*f Kco$tfcUi, 
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0. 5 ml ?=L-Zf$. 40nM*J3I® tRNA Sr^tr 50 u 1 Tat ^777- (10 mM 
Tris-HCl, pH7. 8> 70 mM NaCL 2 mM EDTA> 0. 015! Nonidet P-40) 10 nM DA- 13 

(C-A) t 100 nM DA-6 100 nM CQ^^KO^ftT, ##£TTS£U 30<C 
T 30 frifcHLfc. :©gS3lten5t^I$, Fluorlmager (Molecular 
Dynamics) TSIJaE L 7c „ Jt&tLT. |3] $ <7) £ # T T 10 nM DA- 13 (C-A)<&*, 
10 nM DA- 13 (C-A) / 1 00 nM DA-13C lCC>^Tt>&7fc^£$J£L 7c. 
Mm^BI 1 4 1 5 {C^Td; o DA- 13 (C-A) HMffiTttEl 1 3 £(C^T 
XxA • ^-7$i££choT43 9, &^f5^£&ffi£nft^o7c 0 DA-6, & 
7JS69^W^RT*S CQ <OSJ^at5«^, - ©XfA • ^-^Wii^ b 

teCQ£>##£TTte, DA- 13 (C-A) tf'J zf<7)c:<0*»aggfl;ttgc: b£j&>ofc. - 
77 . DA- 13 (C-A) 5f 'J ^l^tf Ft DA-13C * U zf 7 ^Utf H it CQ ##tET 
CSHTfc Tat 7 7-*T&£ft£Jgj5&U *:<D%tft&&\zmWim&^ 

Ltzo ZtUZ&fb<. DA- 13 (C-A) /DA-6 $Ic3'ffc<htfc$$ LT\ DA- 13 (C-A) /DA-13C 

^SCt. £ it DA- 13 (C-A) /DA-6 1g£#cfc O t> DA- 13 (C-A) /DA-13C %iaW-<7)J5 

±SBOe*^6We»*^«fc-5{^ DA-6 Rtf CQ #£TT£3fcSigaUBSlCiifln 
T^-i^b> ^U- + ^^-t'-zi>[DA-13 (C-A) /DA-6] HiW^W^KT* 
5 Tat £fc!JTat K OfliiggffcL, -O^it^fk^m^^^T 

^E-^-T^^itCctoT, Tat < &ttiT#5 Z ttfjUZtltz. 

3) 3* bffiteK. 

4) ^Ev'zl U- bTT'f^-nmtytlMfelMltteHrtoilrfnmmisihx. 
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U-^biIiR1"3;i£KJ;D, HIV Tat * >/1*R£ttTttfc< , RRE (Rev 
response element) <7)* vol U- h 77* Ufc HIV Rev*>/^H© 

t>pJg|T$>0, cnb^^^{t€U + zL7-t:-=i>7y^T-«4tfc^llS* 
(^te'HIVii&M^) TO Tat *>/t*R<Z)*fcttii::J&fllT*3. 
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SEQUENCE LISTING 



<110> Japan as represented by Secretary of Agency of Industrial Science and 



Technology 



<120> Modulate aptamers and the method of detecting target 
proteins using them 



<130> PH-933-PCT 



<160> 21 



<170> Patentln Ver. 2. 0 



<210> 1 
<211> 35 
<212> RNA 

<213> Artificial Sequence 



<220> 

<223> aptamer RNA for HIV- 1 Tat protein 



<400> 1 

cgaagcuuga ucccguuugc cggucgaucg cuucg 35 



<210> 2 
<2ll> 59 
<212> RNA 

<213> Homo sapiens 
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<400> 2 

gggucucucu gguuagacca gauuugagcc ugggagcucu cuggcuaacu' agggaaccc 59 



<210> 3 
<211> 124 
<212> RNA 

<213> Homo sapiens 
<400> 3 

gggucgcucu gcggagaggc uggcagauug 
gguagagccu gggaguuccc ugcuagacuc 

ggcc 



agcccuggga gguucucucc agcacuagca 60 
ucaccagcac uuggccggug cugggcagac 120 

124 



<210> 4 

<2U> 36 

<212> PRT 

<213> Homo sapiens 

<400> 4 

Cys Phe Thr Thr Lys Ala Leu Gly He Ser Tyr Gly Arg Lys Lys Arg 
1 5 10 I 5 

Arg Gin Arg Arg Arg Pro Pro Gin Gly Ser Gin Thr His Gin Val Ser 

20 25 30 



Leu Ser Lys Gin 
35 
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<210> 5 
<211> 38 
<212> PRT 

<213> Homo sapiens 
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<400> 5 

Arg Lys Lys Arg Arg Gin Arg Arg Arg Pro Pro Gin Gly Ser Gin Thr 
1 5 10 15 



His Gin Val Ser Leu Ser Lys Gin Pro Thr Ser Gin Ser Arg Gly Asp 

20 25 30 



Pro Thr Gly Pro Lys Glu 
35 



<210> 6 
<211> 32 
<212> PRT 

<213> Homo sapiens 



<400> 6 

Cys Phe Leu Asn Lys Gly Leu Gly He Cys Tyr Glu Arg Lys Gly Arg 
1 5 10 15 



Arg Arg Arg Thr Pro Lys Lys Thr Lys Thr His Pro Ser Pro Thr Pro 

20 25 30 



<210> 7 
<211> 14 



V PCT/JP00/01969 

WO 01/27263 

<212> RNA 

<213> Artificial Sequence 
<220> 

<223> 5' -half oligonucleotide of modulate aptamer 



<400> 7 

aagcuugauc cc&d 

<210> 8 

<211> 13 

<212> RNA 

<213> Artificial Sequence 



14 



<220> 

<223> 5'-half oligonucleotide of modulate aptamer 
<400> 8 

agcuugaucc cga 

<210> 9 
<211> 16 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> 5' -half oligonucleotide of modulate aptamer 



<400> 9 



„ „_.*.*« ...... .» *— 1 » 

. " 



• > ~ ■ — * *' J — 
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16 

gaagcuugau cccgag 



<210> 10 
<211> 12 
<212> RNA 

<213> Artificial Sequence 



<220> 

<223> 5' -half oligonucleotide of modulate aptamer 



<400> 10 
agcuugaucc ca 



<210> 11 
<211> 14 
<212> RNA 

<213> Artificial Sequence 



<220> 

<223> 3' -half oligonucleotide of modulate aptamer 



<400> 11 

14 

ucggucgauc gcuu 



<210> 12 
<211> 13 
<212> RNA 

<213> Artificial Sequence 
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<220> 

<223> 3' -half oligonucleotide of modulate aptamer 

» 

<400> 12 
cggucgaucg cuu 

<210> 13 
<211> 16 
<212> RNA 

<213> Artificial Seauence 
<220> 

<223> 3'-half oligonucleotide of modulate aptamer 
<400> 13 

cucggucgau cgcuuc 

<210> 14 
<211> 12 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> 3' -half oligonucleotide of modulate aptamer 

<400> 14 
uggucgaucg cu 

<210> 15 
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<211> 16 

<212> RNA 

<213> Artificial Sequence 
<220> 

<223> altered 5'-half oligonucleotide 
<400> 15 

gaagccugau cccgag 

<210> 16 
<211> 16 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> altered 3' -half oligonucleotide 
<400> 16 

cucggccgau cgcuuc 

<210> 17 
<211> 11 
<212> RNA 

<213> Artificial Sequence 
<220> 

/O00\ «1fnroH C'—hnlf nl irmrmr»1nntiHn 



, — - 
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<400> 17 
cagauuugau c 

<210> 18 
<2U> 16 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> 5' -half oligonucleotide of modulate aptamer 
<400> 18 

* 

gaagcuugau cccgaa 

<210> 19 
<211> 19 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> 3' -half oligonucleotide of Modulate aptamer 
<400> 19 

ucggucgauc gcuucauaa 

<210> 20 
<211> 25 
<212> RNA 

<213> Artificial Sequence 
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<220> 

<223> molecular beacon aptamer 



<400> 20 

cgcgaagcuu gaucccgaga gcuua 



<210> 21 
<211> 25 
<212> RNA 

<213> Artificial Sequence 



25 



<220> 

<223> oligonucleotide complementary to molecular beacon aptamer 



<400> 21 

gaagcucucg ggaucaagcu ucgcg 



25 
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